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Experimental Procedures Ent-laspartomycin C was synthesized and purified using the methodology established for the synthesis of laspartomycin C using the appropriate enantiomeric building blocks in 14.0 mg (11.2 µmol) quantity. [1] L-allo-Thr was introduced as the side chain protected species Fmoc-L-
allo-Thr(tBu)-OH where in the synthesis of laspartomycin C the unprotected building block
Fmoc-D-allo-Thr-OH had been used. 
S5
NMR
TOCSY, HSQC and NOESY spectra were recorded for laspartomycin C and entlaspartomycin C (5 mM in DMSO d6 ) resulting in matching spectra in all cases. [1] The NOESY spectrum of laspartomycin C is included here to allow for direct comparison. Fig. 5-6 ). Fig. 10-12 ). 
Structure solution and refinement
The data for the native Ca 2+ datasets were integrated in iMOSFLM followed by scaling and merging using AIMLESS. [5, 6] The anomalous data for the Cd 2+ derivative was processed using EVAL. [7] The laspartomycin C ternary complex structure was solved by single isomorphous replacement with anomalous scattering using the Cd 2+ derivative and the native Ca 2+ dataset in SHELX c/d/e and autobuilding in ARP/wARP. [8, 9] The structure was further refined to high resolution against the 1.28 Å dataset in REFMAC and manual building in Coot. [10, 11] Custom restraints for the non-standard amino acids and C 10 -P were generated by adapting existing restraints from the CCP4 monomer library.
Restraints for the laspartomycin C fatty acid tail were generated using Ghemical and eLBOW. [12, 13] Peptide bonds that were not automatically recognized by the refinement software were defined as trans-peptide bonds. No non-crystallographic symmetry restraints were used during the refinement.
Figures were prepared using PyMOL Molecular Graphics System (DeLano Scientific LLC) and the structure has been deposited to the Protein Data Bank with accession code 5O0Z (Supplementary Fig. 13-17 ). The structure of the ternary laspartomycin C/Ca2+/C10-P dimer (green and cyan) is very similar to the calcium-bound unliganded tsushimycin dimer solved previously [14] (grey). Ca-ions bound to the laspartomycin dimer are shown as bright orange spheres, those bound inside the tsushimycin dimer are shown as light orange spheres. When comparing the laspartomycin dimer with the six tsushimycin dimer structures the maximum root mean square deviation (rmsd) of all 22 Cα atoms is 0.57 Å, this is less than the maximum rmsd of the tsushimycin dimers compared with each other. The superposition was created using the 'align' command in PYMOL with default settings, i.e. nonstandard amino acids were not used to determine the superposition.
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